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Abstract
Background: Rhodamine B is a component of xenobiotic
substance metabolized by cytochrome P450 in the body to
produce free radicals, which affects the activity of Superoxidase
Dismutase (SOD), thereby, leading to oxidative stress, injury,
increase in cell apoptosis and brainstem. This study aims to deter-
mine the effect of Rhodamine B on BAX and BCL-2 in the
cerebellum and brainstem tissue of Rattus norvegicus. 
Design and Methods: The True Experimental Design was used
to carry out a post-test examination on the control group of
twenty-eight Wistar female Rattus norvegicus mice between the
ages of 10-12 weeks. Then, samples were categorized into 4
groups in body weight doses of 4.5 mg/200g, 9 mg/200g, and 18
mg/200g. They were administrated with Rhodamine B personde
for 36 days. 
Results: The results showed that Rhodamine B had a direct
and indirect effect on BAX and BCL-2 expressions, respectively,
in the cerebellum tissue and wistar strain of Rattus norvegicus. In
addition, the positive path coefficient of BAX expression has a
positive effect on BCL-2. This means that an increase in BAX has
a direct impact on decreasing BCL-2 expression in cerebellum
tissue and brainstem of Rattus norvegicus wistar strain along with
an increased dose of Rhodamine B. 
Conclusions: In conclusion, Rhodamine B tends to increase
BAX expression which directly decreases BCL-2 in Cerebellum
tissue and Brainstem in Rattus norvegicus along with increasing
doses.
Introduction
A textile dye, Rhodamine B is toxic to the human body. It
often enters the body when mixed with food, thereby causing
oxidative stress on cells and tissues. The use of Rhodamine B in
food for a long time leads to liver dysfunction or cancer, and when
exposed to large amounts over a short period, it results in acute
poisoning.1 According to the World Health Organization, food-
borne diseases are infections or poisoning caused by microbes that
enter the body through food consumed. Based on data from the
Directorate of Environmental Health and Public Health
Emergency Operation Center (PHEOC) in 2017, there was a total
of 163 outbreaks of food poisoning, and a Case Fatality Rate
(CFR) at 0.1%. The outbreak of food poisoning was tagged second
by the KLB report of the PHEOC, after the diphtheria outbreak.
This shows that food poisoning is still a public health problem that
needs to be prioritized.2
Peroxydisulfate (PS) is activated with dyes such as
Rhodamine B (RhB), eosin Y (EY), and methylene blue (MB)
under irradiated (Vis) visible light. This leads to the simultaneous
degradation of dyes and antibiotics, such as tetracycline
hydrochloride through the radical and nonradical pathways. The
experimental results show that the radical reaction is the main
route, caused by PS reduction by electron photogeneration of the
dye.3
Rhodamine B is included in xenobiotic substances that are
metabolized by cytochrome P450 in the body to produce free
radicals such as ROS (reactive oxygen species). This affects the
activity of Superoxidase Dismutase (SOD), which leads to
oxidative stress, cell injury, and increases apoptosis in cerebellum
tissue and brainstem. SOD enzymes are the most critical
endogenous antioxidants and have the ability to improve the
effects of oxidative stress. It catalyzes the reaction of superoxide
to hydrogen peroxide and oxygen. Furthermore, it plays an
important role in protecting the body cells and preventing
inflammation caused by free radicals.4
The cerebellum is located in the posterior cranial fossa behind
the pons and medulla oblongata, separated by the fourth ventricle.
It plays an important role in the coordination and accuracy of
motor functions. Its degeneration leads to various abnormalities
such as walking difficulties, body tremors, and limb cramps. The
brainstem is located at the base of the brain and connects the
subcortical structures to the spinal cord. It is related to a variety of
vital functions, such as the sleep-wake cycle, awareness,
respiratory/cardiovascular control, accommodating the cranial
nerve core, and facilitating communication between the cerebrum,
spinal cord, and cerebellum through nerve channels.5 Discrete
circuits support control of the dynamics of saccade eye
movements in the cerebellum and brain stem. There are two brain
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regions involved in magnetic resonance morphometry (MR),
namely the ROS and SOD.6 The ROS is produced due to exposure
to Rhodamine B and affects the activity of Superoxidase
Dismutase (SOD), which leads to oxidative stress and cell injury.
Damage to the cerebellum and brainstem leads to functional
abnormalities such as impaired coordination and accuracy of
motor function and learning, sleep-wake cycle disorders,
awareness, respiratory/cardiovascular control, impaired in coordi-
nating communication between the cerebrum, spinal cord, and
cerebellum. This study focused on the effect of Rhodamine B on
the expression of BAX and BCL-2 in the cerebellum and
brainstem tissue of Rattus norvegicus.
Design and Methods
Animal
A female healthy Rattus norvegicus Wistar between the
ages of 10-12 weeks found in the experimental animal rais-
ing unit (UPHP) was used to carry out this research. Mice
are laboratory animals commonly used as a research model
before being treated in humans.
Rhodamine B treatment
The experimental animals were all adapted first at room tem-
perature of 22-25°C for 11 days at the UB Pharmacology
Laboratory, Faculty of Medicine. Before treatment, the rats were
synchronized with the estrous cycle using the Whitten method for
5 days and grouped into the control (standard food ad libitum),
group I (standard food and Rhodamine B dose 150 ppm (4.5 mg/
200 gBW), group II (standard food and Rhodamine B dose 300
ppm (9 mg/ 200 gBW)), and group III (standard food and
Rhodamine B 600 ppm dose (18 mg/ 200 gBW)). Rhodamine B
was administered per sonde for 36 days.
Euthanasia
After 36 days of exposure to Rhodamine B, all rats were anes-
thetized using inhaled chloroform, and those turned off at the hip-
pocampus tissue, underwent surgery on the brains using a 10% for-
malin solution.
Analysis of BAX and BCL-2
Analysis of BAX and BCL-2 expression in hippocampus tissue
using immunohistochemical staining was conducted and observed
with a microscope. A brown hippocampus tissue shows the pres-
ence of BAX and BCL-2 expression, while purple, it shows none.
The calculation of BAX and BCL-2 expressions based on weak
color intensity are as follows (1), medium (2), strong (3), very
strong (4) using the help of OliVIA software. Data results are then
processed using SPSS for Windows software.
Results
The structural coefficient of determination
Before analyzing the structural model, it is necessary to calcu-
late its determination coefficient value for testing the goodness of
fit model by obtaining the predictive value of relevance. This coef-
ficient is used to determine the ability of the structural model to
explain the data that has been obtained. The calculated results from
Table 1 show the predictive-relevance (Q2) value of 0.741 or
74.1%, and this indicates that the model explains the information
contained in the data of 74.1%. The remaining 25.9% is analyzed
by other variables not contained in the model, as well as errors.
Testing of direct influence
Table 2 describes the results of testing the direct effect of the
structural model, the coefficient of Rhodamine B on BAX expres-
sion obtained was 0.839, with a P-value of 0.000. Furthermore,
Rhodamine B shows a significant direct effect when P-values  less
than 0.05 (P<0.05). The positive path coefficient implies that
Rhodamine B has a positive influence on BAX expressions, with
an increase due to the higher dose. Based on the results of testing
the direct effect of structural models, the path of influence of
Rhodamine B on BCL-2 Expression obtained a coefficient of -
0.774 with a p-value of 0.000. Rhodamine B has a significant
direct effect on BCL-2 expression when the p-values  less than 0.05
(P<0.05). The negative value path coefficient implies that
Rhodamine B has a negative influence on BCL-2 expression. A
higher dose of directly decreases the BCL-2 expression. On the
influence path of BAX Expression on BCL-2 Expression, the
coefficient is 0.184, with a P-value of 0.003. P The BAX
expression had a significant direct effect on BCL-2 expression
when the P<0.05. The positive path coefficient means that BAX
expression has a positive influence on BCL-2 expression, and an
increase directly decreases the expression.
Testing of indirect effects
Table 3 shows the results of testing the indirect influence of
Rhodamine B on BCL-2 expression, the path coefficient was 0.142,
with a P-value of 0.006 (P<0.05). From the testing, it was proven that
Rhodamine B had a significant indirect effect on BCL-2 expression.
Furthermore, it also has a direct/indirect influence on BAX expression
and BCL-2, respectively. Increased Rhodamine B will have a direct
impact on BAX Expression and indirectly reduces BCL-2.
Discussions
The results showed that Rhodamine B has a direct and indirect
effect on BAX and BCL-2 expressions in the cerebellum tissue and
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Table 1. R2 and Q2 structural model.
Intermediary variables and bound variables     R-Square   Q-Square
Expression of BAX                                                                           0.976               0.741
Expression of BCL-2                                                                       0.600                   -
Table 2. Testing of direct influence.
Direct influence path              Path coefficient            P-value
Rhodamine B -> BAX                                        0.839                                0.000
Rhodamine B -> BCL-2                                   -0.774                               0.000
BCL-2 -> BAX                                                      0.184                                0.003
Table 3. Testing of indirect effects.
Indirect effects                         Coefficient of indirect     P-value
                                                             influence                     
Rhodamine B ->expression BCL-2                       0.142                             0.006










Wistar strain Rattus norvegicus brainstem, respectively. An
increase in Rhodamine B directly increases BAX expression and
indirectly reduces BCL-2. The positive path coefficient means that
BAX expression has a positive effect on BCL-2, while increased
BAX expression decreases the BCL-2. Damage to the cerebellum
tissue and brainstem leads to functional abnormalities, including
impaired coordination and precision of motor function/learning,
sleep-wake cycle disorders, awareness, respiratory/cardiovascular
control, and impaired in coordinating communication between the
cerebrum, spinal cord, and cerebellum.
In food processing, Rhodamine B causes various health
problems such as nausea, vomiting, diarrhea, cancer,
cardiovascular disease, kidney disease, liver dysfunction,
hormonal imbalance, premature birth, decreased immunity,
nervous system development disorders, mental health problems,
and learning disabilities/cognitive dysfunction.7 The research was
previously conducted by Marpaung Kun Sri Budiasih (2017) to
determine the effect of Rhodamine B and saccharin on the activity
of Superoxide Dismutase (SOD) in the kidney of white mice
(Rattus norvegicus). The results showed that the significant
combination of Rhodamine B and saccharin (P<0.05) was able to
reduce SOD activity by 47.11% compared to the negative control
group. Kidney damage in the form of glomerular hypertrophy and
tubules, narrowing of the Bowman space, and the presence of
hemorrhage. Based on these results, it is concluded that the com-
bination of Rhodamine B and saccharin as food additives are more
toxic.4 Apart from harming human health, Rhodamine B also
provides benefits, as follows: 1) used in the early detection and
apoptotic imaging of isothiocyanate silica-coated fluorescent
nanoparticles (RBITC-DSFNPs). This bioprobe recognizes the
early stage of apoptotic cells by binding between annexin V and
phosphatidylserine on the outer membrane and by monitoring the
increase in the number of early apoptotic cells along with extended
induction times. This labeling method has a better photostability
compared to fluorochromes such as Cy3 labeled annexin V and
offered a promising approach for tumor-related research,8 2) The
new design of eight half iridium (Ir) and ruthenium (Ru) sandwich
compliments fluorescing by introducing Rhodamine derivatives
into the N ^ N binding ligand features bioimaging and anticancer
agents,9 3) Rhodamine-derived superparamagnetic maghemite
nanoparticles (SAMN-R) shows relatively high absorption by
mammalian cells, excellent ad long term stability in intracellular
space of rhodamine fluorescence shells with specific pH. SAMN-
R was previously tested on rat stem cells, rabbits and humans, and
it is a strong cell marker, long-term stable investigation for
precipitation of lysosomes, that do not affect nuclei, and with
theranostic potential,10 4) Fluorescent properties of rhodamine
coated nanorods were studied using spectrometry and confocal
microscopy. The photoluminescence spectrum of rhodamine
functioned by HMMSN nanorods shows that excitation has a
maximum located at λmax ex = 560 nm and peak emission at λexc
em = 580 nm according to excitation/fluorescence emission. This
optical functionality is added to the silica surface without changing
the structural, texture, or physical properties of blessing nanorods
with additional fluorescent marking for biological imaging,11 5)
The fluorescence brightness distribution of rhodamine B is used to
investigate the amount and depth of drug delivery through
interactive pressure on the hydrophobic delivery of rhodamine B to
ex vivo heated arterial walls to determine optimal drug delivery
conditions.12
Subsequent research on curative efforts in increasing
hepatocyte cells exposed to Rhodamine B through herbal therapy
of garlic water extract (Allium sativum) was used to determine the
levels of SGOT, and SGPT and histopathological features of the rat
liver (Rattus norvegicus) exposed to Rhodamine B. The results
showed that the administration garlic extract at a dose of 1.5 mL /
0.2 kg was able to reduce SGPT activity, ie, for treatment A to E,
18.89%, 17.3%, 40.96% and SGOT 41.44%, 45.96%, 49.69%, and
to increase hepatocyte cells in rats exposed to Rhodamine B. In
summary, garlic water juice can be used as an herbal therapy in rats
exposed to Rhodamine B.1
Conclusions
In conclusion, Rhodamine B has been verified to be able to
increase BAX expression, which directly affects BCL-2 Cerebellum
tissue and Brainstem on Rattus norvegicus as dose increases.
References
1. Mahdi C, Pratama CA, Pratiwi H. Preventive Study Garlic Extract
Water (Allium sativum) Toward SGPT, SGOT, and the Description
of Liver Histopathology on Rat (Rattus norvegicus), which were
exposed by Rhodamine B. IOP Conf Ser Mater Sci Eng
2019;546:062015. 
2. Kemenkes RI. Lebih dari 200 Penyakit dapat Menular melalui
Makanan, Keamanan Pangan Harus Diperhatikan [Internet] 2018
                             [Journal of Public Health Research 2020; 9:1812]                                             [page 103]
                                                                                                    Article
Correspondence: Santi Martini, Department of Epidemiology,
Faculty of Public Health, Universitas Airlangga, Jl. Mulyorejo,
Surabaya, Jawa Timur 60115, Indonesia.
Tel.: +62315920948, Fax: +62315924618.
E-mail: santi-m@fkm.unair.ac.id.
Key words: Rhodamine B; BAX, BCL-2; Cerebellum and Brainstem
tissue
Contributions: The authors contributed equally.  
Conflict of interest: The authors declare no potential conflict of interest.
Funding: This study was financially supported by Faculty of Public
Health, Airlangga University.
Acknowledgments: The authors are grateful to all technicians in the
Pharmacology, Pathology, and Biomedical Science Laboratory in
University of Brawijaya for their assistance.
Clinical trials: This research has been approved by the Research
Ethics Committee of The Faculty of Medicine University of
Brawijaya, Malang, Indonesia
Conference presentation: Part of this paper was presented at the 4rd
International Symposium of Public Health, from Oct 29–31, 2019, at
Griffith University, Gold Coast, Brisbane, Queensland, Australia.
Received for publication: 6 March 2020.
Accepted for publication: 13 June 2020.
©Copyright: the Author(s), 2020
Licensee PAGEPress, Italy
Journal of Public Health Research 2020;9:1812
doi:10.4081/jphr.2020.1812
This work is licensed under a Creative Commons Attribution










[page 104]                                              [Journal of Public Health Research 2020; 9:1812]                            
Available from: http://www.depkes.go.id/article/view/ 180927
00003/more-than-200-diseases-can-be-transmitted-through-food-
food-safety-must-be-considered.html
3. Cai T, LiuY, Wang W, et al. Activation of persulfate by photoexcited
dye for antibiotic degradation: Radical and nonradical reactions.
Chem Eng J 2019;375:122070. 
4. Marpaung Kun Sri Budiasih. Prosiding Seminar Nasional Kimia
UNY 2017 Sinergi Penelitian dan Pembelajaran untuk Mendukung
Pengembangan Literasi Kimia pada Era Global Ruang Seminar
FMIPA UNY, 14 Oktober 2017 Pros Semin Nas Kim UNY
2017;21:183–8. 
5. Bengochea K. Cerebellum and brainstem. Kenhub 2019 Available
from: https://www.kenhub.com/en/library/ anatomy/cerebellum-
and-brainstem
6 Schmitt LM, Cook EH, Sweeney JA, Mosconi MW. Saccadic eye
movement abnormalities in autism spectrum disorder indicate
dysfunctions in cerebellum and brainstem. Mol Autism 2014;5:1–
13. 
7. AK M. The Mysterious Domination of Food/Drinking Water
Contaminants and Adulterants in Bangladesh. PharmaTutor
2019;7:42. 
8. Shi H, He X, Wang K, et al. Rhodamine B isothiocyanate doped
silica-coated fluorescent nanoparticles (RBITC-DSFNPs)–based
bioprobes conjugated to Annexin V for apoptosis detection and
imaging. Nanomed Nanotechnol Biol Med 2007;3:266–72. 
9. Ma W, Guo L, Tian Z, et al. Rhodamine-modified fluorescent half-
sandwich iridium and ruthenium complexes: Potential application
as bioimaging and anticancer agents. Dalt Trans 2019;48(:4788–93. 
10. Baiazitova L, Skopalik J, Chmelik J, et al. The Effect of
Rhodamine-Derived Superparamagnetic Maghemite Nanoparticles
on the Motility of Human Mesenchymal Stem Cells and Mouse
Embryonic Fibroblast Cells. Molecules 2019;24:1192. 
11. Vargas-Osorio Z, Da Silva-Candal A, Piñeiro Y, et al.
Multifunctional Superparamagnetic Stiff Nanoreservoirs for Blood
Brain Barrier Applications. Nanomaterials 2019;9:449. 
12. Kobayashi M, Suganuma K, Shimazaki N, et al. Effect of
Interactive Pressure on Drug Delivery to Ex Vivo Heated Porcine
Carotid Artery Walls. Adv Biomed Eng 2019;8:38–44. 
                            Article
No
n-c
om
me
rci
al 
us
e o
nly
